Some of the true fruit flies (Diptera: Tephritidae) are major economic agricultural pests in several African countries (White & Elson-Harris 1992) . Dacus punctatifrons (Karsch) (Subfamily Dacinae; Tribe Dacini) (Caroll et al. 2002 ) is a major pest of many cultivated and wild cucurbits as well as tomato (Lycopersicum esculentum). Even though, It is widely distributed in Sub-saharan Africa (Benin, Cameroon, Democratic Republic of Congo, and Equatorial Guinea) (Tindo & Tamo 1999) , no information has been reported on its genetic make up. Surveys for Dacinae in Sub-Saharan Africa and identification of species including D. punctatifrons often were based on morphological and ecological characters (Mwatawala et al. 2006 ), but these methods have limitations, especially when the specimen is damaged or the adult stage is not available (Segura et al. 2006) . Molecular taxonomy based on mitochondrial DNA has proved to be an efficient alternative to taxonomic identification (Muraji & Nakahara 2001) . In fact, mitochondrial markers have been used with a number of insects for systematic and identification purposes (Barr & McPheron 2006; Segura et al. 2006; Virgilio et al. 2008) .We have amplified and sequenced here a portion of the mitochondrial COII gene from various populations of D. punctatifrons. The specimens were collected at the adult stage and carefully identified basedon morphological features. Genomic DNA was extracted from individuals by the Lifton rapid fly genomic DNA isolation protocol as described in Anleitner & Haymer (1992) . The polymerase chain reaction was used to amplify the mitochondrial COII sequences from each specimen with the following primers:
TTAGTTTGACAWAC-TAATGTTAT The PCR mix included 9.5 μL of ddH 2 O, 1.5μL MgCl 2, 0.5 μL primers, 12.5 μL of Amplitaq Gold PCR Master mix (Applied Biosystems, Inc., Carlsbad, CA) and 1 μL of DNA template for a total volume of 25 μL. It has an initial denaturation step of 2 min at 95°C, followed by 35 cycles of 45 s at 94°C, 30 s at 55°C and 45 s at 72°C, and a final extension of 7 min at 72°C. The amplification products were analyzed by electrophoresis in 1% agarose gels in TBE buffer with the 2-Log DNA ladder (0.1-10.0 kb) (New England Biolabs, Beverly, MA) as a molecular weight marker. PCR products from individual specimens were isolated with the "Gene clean" method (Qbiogene, Solon, OH, USA) as described by the manufacturer and resuspended in a total volume of 10 μL (Vogelstein & Gillespie 1979) . Depending on the recovery of the cleaned product, 1 or 2 μL of template DNA from each individual for sequencing reactions was carried out with BigDye terminator chemistry (Applied Biosystems, Inc., Carlsbad, CA) on an ABI 3730XL capillary-based automated DNA sequencer. Sequences obtained from the PCR products were 266 bp in length. They were checked for Congo, Uganda, and Zimbabwe showed very low levels of intraspecific variability (<0.3%) based on analysis of 16S and COI sequences. This is mainly due to the limited number of specimens analyzed. Our study suggests that the identification of COII-haplotypes would serve as DNA barcodes for species identification (Hebert et al. 2004 ). These COII segments can be considered as a reference database for D. punctatifrons identifica- Table 1. tion at quarantine port of entry especially when the specimens are at immature stages and are very useful for detection and monitoring of future infestations and bioinvasions of this pest in others regions worldwide. A more extensive and elaborate cross range sampling of D. punctatifrons and generating longer sequences of both COI-COII fragment would lead to a more in-depth evaluation of the genetic diversity of this pest within the Subsaharan African region.
SUMMARY
Mitochondrial DNA sequences from the COII gene were generated from individual specimens of the tephritid fruit fly D. punctatifrons collected from localities in Benin and Cameroon. The sequences alignment allowed us to make inferences towards intraspecific genetic diversity of this insect pest and to provide haplotypic variants that can be useful for quarantine applications.
